NdeI restriction sites were introduced at the 5'-and 3'-ends of fluorescent markers eGFP, mTurquoise and mCherry by amplification with primers NdeGFP ('5-tgcatatgcaaggtgagcaagggcgaggagctgttcacc-3') and pKC26fB2,0.Fp-rev (5'-gcccatatgttacttgtacagctcgtccatgc-3') for eGFP and mTurquoise and primers NdemCherry (5'-tgcatatgcaaggtgagcaagggcgcggaggataacat-3') and pKC26fB2,0.Fp-rev for mCherry.
Protamine B::fluorescent marker CDS
In order to create a CDS for Protamine B fusion protein with integrated eGFP, mTurquoise of mCherry, fluorescent markers were excised from the subcloned pJET1.2 plasmids using NdeI and ligated into the pBS/ProtB4.2KPNdeI (Manier et al., 2010) vector. Fragments were integrated in frame with the CDS on position 45 of exon 3 of the ProtB ORF via an introduced NdeI restriction site. Orientation of the fluorescent fragments (3' to 5') in the pBS/ProtB4.2KP-NdeI vector were determined by restriction analysis using DpnI.
Fluorescent protamine B cloning and expression vector
To create vectors for generating Drosophila expressing Protamine B::fluorescent marker fusion proteins, 4.8Kb XbaI fragments of the different pBS/ProtB4.2KP constructs containing the introduced florescent markers were subcloned into the XbaI side of plasmid pUAST-attB1. The vector used in this study contains an inactivated 5x UAS-hsp70 site, obtained after digestion with PstI and religation of the 8.2Kb fragment. Orientation of the inserted protamineB::fluorescent marker CDS was determined by restriction analysis with BamHI. Sequence analysis of the reading frame of fluorescent markers and conformation of the direction of the protamineB::fluorescent marker CDS in pUAST-attB-ProtB::eGFP and pUAST-attB-ProtB::mTurquoise was performed using the primers Seq-ProtB-for (5'-ggacctgtcactaacaac-3'), Seq-GFCITU-rev (5'-gatgttgtggcggatctt-3') and SV40poly(A).1-rev (5'caccacagaagtaaggttcct) and primers Seq-ProtB-for, Seq-ProtB-rev (5'-gcgctattccaacatccta-3') and SV40poly(A).1-rev for pUAST-attB-ProtB::mCherry. 
Generation of transgenic Drosophila

